APPENDIX of mtDNA COI barcode data from Monash Uni. genomics lab, Malaysia 
plus information on first Japanese record of Lumbricus terrestris L., 1758. 
By Dr R.J. Blakemore Zama, Japan, 9th Feb,. 2022. 


#6.1— D. veneta Zama sample was not extracted nor amplified at the first attempt. 


#6.2 — Dendrobaena veneta Japanese specimen (KPM-NJL 78) from compost of Zama 
garden (collected RJB Nov. 2020); GenBank OM303091 second attempt: 
GCCCCACCCTTTACTTCATTTTAGGTATTTGAGCCGGAATAGTGGGTGCTGGAATA 
AGACTACTCATTCGAATTGAATTAAGACAACCTGGTGCCTTTTTAGGCAGAGATCA 
ATTATACAACACCATTGTTACAGCACACGCCTTTGTTATAATTTTCTTCTTGGTGAT 

ACCAGTATTTATTGGGGGATTCGGAAACTGACTCCTCCCCCTAATACTAGGGGCC 
CCAGATATAGCATTTCCCCGACTAAACAACATAAGGTTTTGATTACTACCACCCTC 
ACTAATTCTATTAGTTTCTTCTGCTGCCGTAGAAAAAGGTGCTGGCACCGGCTGA 
ACCGTCTACCCTCCCA 

BLASTn: 99.00% Dendrobaena veneta KP420567 from “Netherlands: vermiculture’: 
98.84% D. veneta MF417020 from Crete; 98.84% D. veneta KT823850 from Turkey; 
97.82% “Eisenia zebra’ FJ214229 from "USA: Florida" (a long time junior synonym 
of D. veneta); 97.66% D. veneta KC788612 from Verdun, France. I.e., agrees ~98— 


100% with diagnosis as D. veneta from Japan. 


Notes: 97.14% D. veneta KM823561 from Poland differs by 2.86% (i.e. tolerably the 
same taxon as less than ~3% difference), whilst 81.85% for "Dendrobaena veneta" 
MT968746 from Iran differs >18% as a mistake (its BLAST result gave no matches 


closer than 87% so the actual species remains unidentified at this time). 


The closest match of 99% to a Netherlands worm may be pertinent indication of a 
possible initial source (via USA?) of the Japanese specimens since a company there 


(https://dutchredworms.com/company) says: “Our goal is to supply the highest quality 





Huropean nightcrawlers, Eisenia hortensis or Dendrobaena veneta, live bait to our 


customers around the world’. 


#AT1 — Dry worm from Zama garden (collected by Aisla B. Tansy 11t® Nov., 2018) 
(Accession No. KPM-NJD 99): 

CCACTCTATACTTCATTTTAGGAATTTGAGCCGGAATAATTGGGGCTGGAATAAGT 

CTTCTTATTCGAATCGAATTAAGACAACCTGGGTCATTCCTGGGAAGTGACCAAC 


TTTATAACACAATTGTAACAGCACATGCATTCTTAATAATTTTTTTTCTAGTAATAC 

CAGTATTTATTGGTGGTTTTGGTAATTGACTATTACCACTTATATTGGGGACTCCA 

GATATAGCATTTCCACGCCTAAATAATATAAGATTCTGACTATTACCCCCCTCACTC 
ATCTTACTAGTCTCTTCTGCAGCAGTGGAAAAAGGTGCAGGAACAGGATGAACAG 
TTTACCCACCACTAGCAAGTAACATTGCGCATGCTGGACCATCAGTAGATCTGGC 

AATTTTCTCACTACACTTAGCAGGGGCATCATCAATTCTAGGTGCAATCAATTTTA 

TTACTACAGTAATTAATATACGATGATCAGGCCTACGACTAGAACGAATTCCCCTA 

TTTGTATGAGCAGTAGTAATTACCGTAGTTCTACTACTTCTATCATTACCAGTACTA 
GCCGGTGCTATCACAATACTATTAACAGATCGAAACCTTAATACATCATTCTTTGAT 
CCAGCAGGAGGGGGAGACCCAATTTTATATCAACACCTATTTTGATTTTTTGGTCA 
CCCTGAAGTTTAGTCATACTGGTTTCCCTGA 

BLASTn: 100% Amynthas corticis (Kinberg, 1867), e.g. MH845450 from China or 
AMNZ86033 from NZ identified by current author. An unremarkable record for 


Japan, this result yet shows DNA can classify an otherwise unidentifiable specimen. 


It was not possible to upload this sequence to Genbank as it automatically generated 


an error message. 


To this Lim Shu-Yong in January, 2022 replied: 
“Hi Robert, 


We used the NCBI vector contamination site to check for possible contamination and 
had trimmed off the vector contamination in K5.2 and K7. As for the other errors, 
which are the stop codon and frameshift, we can't do much as this is the biological 


nature of the sample. 


I have attached the trimmed sequences in this email. 


Regards, 

Shu Yong, Lim 

Assistant Manager, Research and Technical Services 

Genomics Facility’ 

>#6.2 Dendrobaena veneta (voucher Odawara KPM-NJL 78) cytochrome oxidase subunit I 
(COI) gene, partial cds; mitochondrial. 
GCCCCACCCTTTACTTCATTTTAGGTATTTGAGCCGGAATAGTGGGTGCTGGAATAAGACTACTCATTCGAATTGAATTAAGACAA 


CCTGGTGCCTTTT TAGGCAGAGATCAATTATACAACACCATT GT TACAGCACACGCCTTTGTTATAATTTTCTTCTTGGTGATACC 


AGTAT 


GGTT1 


CCTCCCA 


>#AT 


gene, 





CCACT 


GGGTCATTCCTGGGAAGT 


ATTTATTGGTGGTTTTGGTAAT 


TCTGACTATTACCCCCC!1 


CCACTAGCAAGTAACATI 


AGGTGCAATCAATTTTAT 


TAGTAATTACCGTAGTTCTACT 


ACATCATTCTTTGATCCAGCAGGAGGGGGAGACCCAAT' 


Amynthas corticis 
partial cds; 


[CTATACTTCATT' 
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['TGACT 
['CACTCATCT 


['GCGCATGCT 








['TACTACAG! 





ATACTGGTTTCCCTGA 


>K5.2 Amynthas kume 


partial cds; 


TAATTGGCGATACTGCCATTGCTGACATCAGTAGACCTI 


CATTAATTTTATCACCACCGTGAT 


TTACCGTAGTACTACTTCTTCTAT 


TTCTTTGACCCAGCT 
>K7 Metaphire 


partial cds; 
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TACCACTCTTTACT 
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TATTTATTGGAGGAT 
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GCCACTAGCTAGTAAT 
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TACATCCTTIC! 


PTCGACCC! 


['TACTACTACTACTAT 





(Holotype LBM FY20 


TATC 
[GATCAACTATAT 
[GGT 


TATTCTAT 


['TACCACAG! 


['GCAAGAGGACGAT 


mitochondrial. 


['GAGCCGGAATAATT 


['TATAACACAATTG! 


TATTACCACTTATAT 


['TACTAGTCTCTTC! 


[ GGACCATCAGTAGATCTGGCAATITTTC! 


TAATTAATATACGAT 


TACT TCTATCATTACCAGTACTAGCCGGTGCTAT 





rT 7 





[CAACATACGTTGATCGGGACT 


[ GGCGGGGGAGACCCAATTCTATACCAACAT 


mitochondrial. 


[GTTACCTT 


[TAGTT1 


['GGACCCT 





TAGTTAATAT 








[CCCI 








TATCCI 


5- 


['GCAAT 


['GACCCGGGATAAT' 


TAACACAATTG! 


[TCATCT 


[TACGAT 


TATCC! 


[GGGGCTGGAATAAGTCTI 


TAACAGCACATGCAT 


['TGGGGACTCCAGAT 


['GCAGCAGTGGAAAAAGGT 


['GATCAGGCCTACGACTAGAACGAATTCCCC1 





TATATCAACACCTAT 


Li 








[TCT 


[TATAGCATTI 





[CACTI 


[CACAATACT 


['TTTGATTTI 


['GGAGCTGGTATAAGACTATTAAT 


TAATACTTGGAACACCAGACATAGCTITT1 


['CCGTAGATCTTGCTATTTTCTCGCTACAT 


[TACCAGTACTCGCAGGTGCTATTACAATACT 


[CTTAT 


TAATAATTTTTTT! 


['CCACGCCI 


['GCAGGAACAGGAT 


TACACT 








lotype LBM FY2015-8-1)cytochrome oxidase subunit I 





TATATCTACACCTATCTTTG 


['TCGAATCGAAT 


['TAGCAGGGGCAT 


(voucher Odawara KPM-NJD 99)cytochrome oxidase subunit I 


[TAAGACAACCT 


[CTAGTAAT 
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TAATATAAGAT 


[GAACAGTI 





TATTI 


)cytochrome oxidase subunit I 


[CTATTTTGATTTTTTGGTCACCCTGAAGTT 


['TCGAATTGAATT 


['CCACGACTTAAT 
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[ GATCAGGACTACCATTAGAACGAATTCCACTATT1 


[TCATCAATTC! 
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TATTAACAGATCGAAACCTTAAT 


['TTGGTCACCCTGAAGT 


(COT) 


(COL) 





['TTATTGGGGGATTCGGAAACTGACTCCTCCCCCTAATACTAGGGGCCCCAGATATAGCAT TTCCCCGACTAAACAACATAA 


[ TGATTACTACCACCCTCACTAATTCTATTAGTTTCTTCTGCTGCCGTAGAAAAAGGTGCTGGCACCGGCTGAACCGTCTAC 


(COT) 


n 
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['TACCCA 


n 


[GAGCAG 
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['TTAGTC 


gene, 


'TTTTCGCTACATT TAGCGGGAGCCTCTTCAATT TTAGGAGC 


TACGTCTAGAACGAATCCCACTATTTGTATGGGCAGTGGTAA 


[CCC TACCAGTTTTAGCAGGGGCCATTACAATACTATTAACAGACCGAAACCTAAATACTTCA 


gene, 


[TAAGACAACC 


[TAACCGCACACGCCTTTCTTATAATCTTCTTCTTAGTAATACCAG 


TAACATAAGA 


[ GC TGCAGTAGAAAAAGGAGCT GGAACAGGATGAACAGTATACCC 


[CTTCAATTC 


['GTCTGAGCC 


TACTAACAGACCGTAACCTAAA 


Attempts to upload these sequences were also blocked by Genbank error messages. 


Regarding first Japanese record of Lumbricus terrestris L. 1758 


Initial preliminary report of Lumbricus terrestris from Japan is by Blakemore (2021 


— https://vermecology.wordpress.com/2021/12/31/lterrestris-in-japan/) now supported 





with specimens deposited in KPMNH, Odawara. Its full taxonomic description based 
upon the restored British Museum Neotype plus many other specimens, its ecology 
and global distribution (with an earlier new report from Tasmania and thus for 
Australia) are provided in Blakemore (1997, 2000, 2013, 2020). Confirmation of this 


“classical” cosmopolitan as a new exotic species from Japan is thus also a new record 
for East Asia (Figs. 7-8). 
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Figure 7. Lumbricus terrestris Linnaeus, 1758 diagram (from Blakemore 2000, 2020) 
compared to specimens deposited in Odawara Museum in 2021 (KPM-NJL 79-80). 
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CABI, 2021. Lurmioricows terrestris. In! Invasive Species Compendium. watlngford, . 
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Figure 8. CABI's global distribution of European L. terrestris requires updating. 
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